
ORIGINAL RESEARCH
published: 26 April 2019

doi: 10.3389/fonc.2019.00333

Frontiers in Oncology | www.frontiersin.org 1 April 2019 | Volume 9 | Article 333

Edited by:
Lina Ghibelli,

University of Rome Tor Vergata, Italy

Reviewed by:
Fanny Caputo,

CEA Grenoble, France
Ivana Kurelac,

University of Bologna, Italy

*Correspondence:
Jie Meng

mengjie@ibms.pumc.edu.cn
Haiyan Xu

xuhy@pumc.edu.cn

Specialty section:
This article was submitted to

Pharmacology of Anti-Cancer Drugs,
a section of the journal

Frontiers in Oncology

Received: 09 January 2019
Accepted: 11 April 2019
Published: 26 April 2019

Citation:
Wang T, Meng J, Wang C, Wen T,

Jia M, Ge Y, Xie L, Hao S, Liu J and
Xu H (2019) Inhibition of Murine Breast

Cancer Metastases by Hydrophilic
As4S4 Nanoparticles Is Associated

With Decreased ROS and HIF-1a
Downregulation. Front. Oncol. 9:333.

doi: 10.3389/fonc.2019.00333

Inhibition of Murine Breast Cancer
Metastases by Hydrophilic As 4S4
Nanoparticles Is Associated With
Decreased ROS and HIF-1 a
Downregulation
Tao Wang, Jie Meng *, Chuan Wang, Tao Wen, Mengfan Jia, Yangyang Ge, Lifei Xie,
Suisui Hao, Jian Liu and Haiyan Xu *

Institute of Basic Medical Sciences, Chinese Academy of Medical Sciences & Peking Union Medical College, Beijing, China

Arsenic sul�de (As4S4) is a mineral drug that can be administrated orally and has been
applied in the treatment of myeloid leukemia. The aim of thiswork is to investigate the
therapeutic effect of As4S4 in highly metastatic triple-negative breast cancer (TNBC)
animal model, as As4S4 has not been applied in the treatment of breast cancer
yet. To overcome the poor solubility of original As4S4, a formulation of hydrophilic
As4S4 nanoparticles (e-As4S4) developed previously was applied to mouse breast
cancer cells as well as the tumor-bearing mice. It was shown that e-As4S4 was
much more cytotoxic than r-As4S4, strongly inhibiting the proliferation of the cells
and scavenging intracellular reactive oxygen species (ROS). The oral administration of
e-As4S4 signi�cantly increased the accumulation of arsenic in the tumor tissue and
eliminated ROS in tumor tissues. Besides, e-As4S4 could also inhibit the activation
of hypoxia-inducible factor-1a (HIF-1a) and NLRP3 in�ammasomes. Consequently, the
angiogenesis was reduced, the metastasis to lung and liver was inhibited and the survival
of tumor-bearing mice was prolonged. In conclusion, e-As4S4 holds great potential for
an alternative therapeutics in the treatment of breast cancer, due to its unique function
of correcting the aggressive microenvironment.

Keywords: breast cancer, As 4S4 nanoparticles, reactive oxygen species, hypoxic tumor micro environment,
in�ammation

INTRODUCTION

Metastasis is the leading cause of breast cancer mortality, which has been one major challenge
in clinical treatment (1). In particular, triple-negative breast cancer (TNBC) is characterized
by the absence of estrogen receptors (ER), progesterone receptors (PR) and HER2 receptors,
which is one of the most aggressive types of breast cancers, marked by high rates of
relapse, visceral metastases and early death (2, 3). The treatment of TNBC is local therapy
with surgery and/or radiotherapy followed by standard anthracycline and/or taxane-based
systemic adjuvant treatment (3, 4). Despite an initial response to systemic chemotherapy,
patients with TNBC often follow an aggressive course of progression and metastasis and
develop multidrug resistance to conventional therapies (5). Besides, patients with TNBC are
less sensitive to typical endocrine therapies due to lack of the receptors (6). Therefore,
there is still an unmet need in the treatment of breast cancer, and the development of
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new therapeutics for preventing and treating metastasis for the
management of TNBC patients is of great signi�cance.

Arsenic sul�de (As4S4, or termed as realgar) is a mineral
drug that can be orally administrated and has shown a certain
therapeutic e�ect in acute promyelocytic leukemia (APL) (7) and
chronic myeloid leukemia (CML) (8) in clinics. Nevertheless, the
poor solubility in water and the acidic solution of raw As4S4
(r-As4S4) leads to the extremely low bioavailability (9). In recent
years we and other research groups have made e�orts to increase
its poor water solubility by reducing the original crystal size
into nanoscale in di�erent ways (10–12). We have demonstrated
that the bioavailability and the therapeutic e�ect of As4S4 were
increased signi�cantly on acute myeloid leukemia (AML)in vitro
andin vivowhen the crystal particles were reduced into nanoscale
and encapsulated with hydrophilic polymers (11). Moreover,
nanoscaled As4S4 also inhibited the proliferation of multiple
myeloma cells (10) and melanoma cancer cells (12) e�ectively.

Encouraged by these achievements, in this work, we
applied the lab-developed formulation of hydrophilic As4S4
nanoparticles (e-As4S4) to the TNBC mouse model, investigating
the e�ect of e-As4S4 in this kind of metastatic solid tumor
and unveiling underlying mechanisms. We showed that the oral
administration of e-As4S4 led to arsenic accumulation in the
tumor tissue, which reduced angiogenesis and in�ammasome
in the tumor microenvironment by downregulating the reactive
oxygen species (ROS) level, while arsenic hardly accumulated
in tumor tissue of r-As4S4 treated group. As a result, tumor
metastasis to lung and liver was inhibited signi�cantly andthe
survival of breast cancer mice was prolonged as well.

MATERIALS AND METHODS

Reagents
As4S4 (CID: 3627253) was purchased from Alfa Aesar Co. (Ward
Hill, MA). Polyvinyl caprolactam-polyvinyl acetate-polyethylene
glycol (PVCL-PVAc-PEG, commercial name: Soluplus; average
molecular weightD 1.18 � 105 Da) was provided by BASF
SE (Ludwigshafen, Germany). Modi�ed RPMI medium,
DMEM/high glucose medium and penicillin-streptomycin
solution were purchased from Hyclone (GE healthcare life
sciences, Logan, Utah, USA). Fetal bovine serum (FBS) was
purchased from Gibco (Life Technologies, Carlsbad, CA, USA).
HEPES solution (pHD 7.4) and L-glutamine were purchased
from the Cell Resource Center of the Chinese Academy of
Medical Sciences (Beijing, China). RIPA cell lysis bu�er was
purchased from Beyotime Biotechnology (Haimen, China). 20,70-
Dichloro�uorescein diacetate (DCFH-DA) and cell counting
kit (CCK-8) reagent was purchased from Dojindo (Japan).
Phenylmethanesulfonyl �uoride (PMSF) was purchased from
Sigma-Aldrich (St. Louis, MO, USA). Other chemicals used
in this work were of analytical reagent grade and from Beijing
Chemical Reagent Company.

Preparation and Characterization
of e-As 4S4
The e-As4S4 was prepared according to the procedure previously
reported (11). The commercial compound As4S4 (powder

of 28mm in average diameter) and soluplus were mixed
in a ratio of 1:15 (w/w) and fed into a co-rotating twin-
screw extruder (HAAKE MiniLab II, ThermoFisher Scienti�c,
Rockford, IL). The processing conditions were set as below:
blending temperature in the mix chamber 120� C, screw rotation
rate 10 rpm and cycling time 70 min. The co-extruded material
was ground in a co�ee grinder at room temperature; the
resulting product was e-As4S4 for uses in the cellular and
in vivo experiments. To prepare the suspension for cell culture
and animal experiment, the powder of r-As4S4 or e-As4S4
was added to saline and sonicated in an ultrasound bath for
10 min at room temperature. The size distribution of e-As4S4
suspension was measured using dynamic light scattering (DLS,
Nano ZS90 Zetasizer, Malvern Instruments, Malvern, UK). In
addition, the suspension was dripped on carbon-coated copper
grids and air-dried at room temperature for the measurement of
scanning transmission electron microscopy (STEM) and energy-
dispersive X-ray analysis (EDX) elemental mapping (Tecnai G2

F20 U-Twin microscope).

Cell Culture
Mouse macrophage RAW 264.7 cells were purchased from
the Cell Resource Center of the Chinese Academy of Medical
Sciences (Beijing, China) and cultured in DMEM/high glucose
medium supplemented with 10% FBS, 100 U/mL penicillin
and 100mg/ml streptomycin. Mouse breast cancer cell 4T1
cells were purchased from Cell Bank of Shanghai Institutes of
Biological Sciences, Chinese Academy of Sciences (Shanghai,
China) and cultured in modi�ed RPMI medium supplemented
with 10% FBS, 100 U/ml penicillin, 100mg/ml streptomycin,
2 mM L-glutamine, and 5 mM HEPES.

Cell Viability Assay
Cells of 4T1 or RAW 264.7 were incubated with e-As4S4 or
r-As4S4 at 10, 20, 40, 80, and 160 mg/L of As4S4 or with
fresh medium as a control group. After 48 h incubation, cells
were washed twice with PBS, supplemented with 100mL fresh
medium, and then 10mL CCK-8 reagent was added to each of the
wells and incubated at 37� C for 1 h. The absorbance value (optical
density, OD) was read at 450 nm and normalized with the control
group. Measurements were carried out in quadruplicates.

Intracellular Reactive Oxygen Species
(ROS) Measurement
Intracellular ROS was measured using DCFH-DA. Cells of 4T1 or
RAW 264.7 were incubated with e-As4S4, r-As4S4, and soluplus,
and fresh medium as a control group. After 24 h incubation, cells
were washed and further incubated with DCFH-DA at 10mM
at 37� C for 30 min. Afterward, cells were washed by PBS and
suspended in 100mL PBS for �ow cytometer analysis. Data were
presented as mean� SD.

Animal Model and Drug Administration
Six-week-old, female BALB/c mice were bred at the Experimental
Animal Center at the Institute of Basic Medical Sciences, Chinese
Academy of Medical Sciences (Beijing, China) under speci�c
pathogen-free conditions. All the animal experiments reported
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herein were carried out in compliance with the regulations of
Chinese Academy of Medical Sciences Standing Committee on
animal experiments.

To establish the TNBC mouse model, 4T1 cell suspensions
in PBS (pH D 7.4) were injected orthotopically close to the
nipples, in the mammary fat pad of the naive female BALB/c
mice (1 � 106 cells/mouse) in the right �ank. Most of the
mice developed visible solid tumors (� 4 mm in diameter) on
day 7 post-inoculation. The well-established tumor-bearing mice
were randomly divided into four groups (n D 11) as follows:
e-As4S4, r-As4S4, soluplus, and saline. Mice in each group were
administrated intragastrically. The treatment regime foreach
group was described inTable 1. After 3 weeks of treatment (day
28 post-inoculation), �ve or six mice were randomly selected
from each group and sacri�ced. The tumor tissues, livers and
lungs were collected and �xed in 10% neutral bu�ered formalin.
The other mice left in each group continued to receive treatment
until death. During the treatment, the tumor size of each mouse
was measured every other day.

Arsenic Distribution in
Organs Measurement
Part of the sacri�ced mice organs, including liver, kidney,
brain, and tumor tissues were collected and weighted precisely
and soaked in digestion solution consisting of high purity
nitric acid and hydrogen peroxide (3:1 in volume), followed
by incubating in a 100� C water bath for 30 min. The �nal
sample solutions were diluted to 4 mL of deionized water.
Atomic �uorescence spectroscopy (AFS, AFS-8230 HG-AFS,
Beijing Titan Instruments Co., Ltd., Beijing, China) was applied
to examine the arsenic content in the organs and their
concentrations in each tissue were calculated. The accumulations
of arsenic in these organs were expressed with the relative
concentration in per gram of wet tissues (w/w).

Analysis of ROS in Mice Tumors
Detection of ROS was performed by dihydroethidium (DHE)
assay according to the manufacturers' instruction. Brie�y, part
of the fresh tumors was embedded into optimum cutting
temperature (OCT) compound (Sakura, Japan), and cut into
5 mm-thick sections. DHE (10 mol/L, Sigma) was applied to
each tissue section and incubated at room temperature for
30 min. After washing, the sections were stained with DAPI
(Beyotime) for 10 min and then mounted and coverslipped.
the slides were imaged by a �uorescence microscope (Olympus

TABLE 1 | Intragastric administration protocols.

Group Solution (mg/mL) Administration
regime

As4S4 Soluplus

e-As4S4 9 135 200 mL per time, twice
per dayr-As4S4 9 0

Soluplus 0 135

Saline / /

BX53, Japan). All the processes mentioned above should be
protected from light. The average integrated option density
(IOD) of DHE in 3 randomly selected areas for each group were
calculated by Image J.

Electron Spin Resonance (ESR)
Spectroscopic Measurements
All ESR measurements were carried out using a Bruker EMX
ESR spectrometer (Billerica, MA) at ambient temperature. Fifty
microliter aliquots of sample solution were put in glass capillary
tubes with internal diameters of 1 mm and sealed. The spin trap,
DMPO, was used to identify superoxide anion and hydroxyl
radical during the ESR measurements. The chemical KO2 system
(superoxide anion was generated by dissolving KO2 in DMSO
solvent in the presence of crown ether) was used to verify the
ability of scavenging. The Fenton reaction system (�OH was
generated by reaction of FeSO4 and H2O2) was used to verify
the ability of scavenging�OH. Other settings were as follows:
1 G �eld modulation, 100 G scan range, and 20 mW microwave
power for superoxide anion detection. 2 G �eld modulation,
100 G scan range, and 10 mW microwave power for hydroxyl
radical detection.

Histological, Immunohistochemical and
Immuno�uorescence Analysis
Hematoxylin and eosin (H&E) staining, immunohistochemical
(IHC) staining and immuno�uorescence staining were all
conducted using standard techniques (Servicebio Co, China).
Brie�y, for the IHC, the slides were depara�nized and
antigen retrieval was then performed using a microwave oven
in EDTA, pH D 8.0 (Servicebio, Wuhan, China). Primary
antibodies of HIF-1a (Abcam, Rabbit IgG polyclonal, Cambridge,
UK), CD31 (Servicebio, Rabbit IgG polyclonal), and NLRP3
(Servicebio, Rabbit IgG polyclonal) were applied overnight
before HRP-labeled Goat Anti-Rabbit IgG (HCL) (Servicebio)
incubation for 50 min at room temperature. DAB was used as
chromogens and slides were counterstained with hematoxylin
before mounting. For the immuno�uorescence staining, primary
antibodies for CD31 (Servicebio, Rabbit IgG polyclonal) and
a-SMA (Servicebio, mouse monoclonal 1A4) and Cy3 conjugated
Goat Anti-rabbit IgG (HCL) (Servicebio) or Alexa FluorR
 488-
conjugated Goat Anti-mouse IgG (HCL) (Servicebio) were used
for generating �uorescence staining. The stained sectionswere
subjected and observed by microscopy (Olympus BX53, Tokyo,
Japan). The average IOD of HIF-1a, CD31, and NLRP3 in �ve
randomly selected areas for each group were calculated by using
Imagepro Plus 6.0 (Media Cybernetics, Inc.).

Western Blot Analysis of Tumor Tissue
Fresh tumor tissues were lysed with ultrasonication in RIPA
cell lysis bu�er (Beyotime Biotechnology, Haimen, China)
supplemented with 1 mM PMSF. The lysates were clari�ed by
centrifugation at 12,000 rpm for 15 min at 4� C. After denatured
by boiling in loading bu�er (Transgen Biotech, China), an
equal amount of protein (20mg) was loaded and separated on
12% glycine SDS-PAGE gel, and transferred to polyvinylidene
di�uoride (PVDF) membranes (0.45mm; Millipore, Bedford,
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MA). CD31 (Abcam, Rabbit polyclonal to CD31), HIF-1a
(Abcam, EPR16897, Rabbit mAb), andb-actin (CST, 8H10D10,
Mouse mAb) were probed with speci�c primary antibodies
and HRP-conjugated secondary anti-mouse and anti-rabbit
antibodies (Jackson ImmunoResearch, West Grove, PA). The
immune-complex on the membrane was visualized using an
automatic chemo-luminescence image analysis system (Tanon,
Shanghai, China) with HRP substrate luminol reagent and
peroxide solution (Millipore).

Statistical Analysis
All data were shown as mean and standard error of the mean
(SEM). Student'st-tests (two-tailed) were used to assess the
statistical signi�cance of experimental results, except thesurvival
data. Survival was assessed using the log-rank test (Mantel-Cox).
All statistical analyses were performed using SAS software (ver.
8.2; SAS Institute.� P< 0.05,�� P< 0.01,��� P< 0.001).

Ethical Statement
All the animal experiments reported herein were carried out in
compliance with the regulations of Chinese Academy of Medical
Sciences Standing Committee on animal experiments.

RESULTS

Physicochemical Characterization and
Cytotoxicity of e-As 4S4
The e-As4S4 was able to dissolve in saline rapidly, forming
a yellow colloid solution (Figure 1A). Results of the dynamic
light scattering (DLS) measurement showed that the polymeric
molecules themselves could form micelles of 67 nm in diameter
when there were no nanoparticles of As4S4. There were
three peaks observed for the colloid solution of e-As4S4,
attributed from left to right to the polymer micelle alone, As4S4
nanoparticles encapsulated with the polymeric micelle (e-As4S4)
and a small part of aggregation, respectively (Figure 1B). The
colloid solution was stable for hours in a slightly mixing
condition, PDI was about 0.4–0.5. The solution was acceptable for
intragastric administration and forin vitro cellular experiments.
The hydrodynamic diameter of e-As4S4 was about 700 nm,
STEM observation showed the average diameter e-As4S4 was
about 600 nm, and the particles were detected element arsenic
(green), and sulfate (yellow) by EDX analysis (Figures 1C,D).
The cytotoxicity of e-As4S4 to mouse breast cancer cell 4T1
and mouse macrophage RAW264.7 was examined by CCK-8
assay. When incubated with e-As4S4 at 10, 20, and 40 mg/L,
the relative viability of 4T1 cells was 96.45, 82.36, and 32.58%
(Figure 1E), while that of RAW264.7 was 56.42, 40.60, and
20.18%, respectively (Figure 1F). It should be noted that the
macrophages were more sensitive to e-As4S4 than 4T1 cells.

e-As 4S4 Accumulated in Tumor Tissue and
Reduced ROS in the Tumor Tissue
In order to evaluate the distribution of arsenic in the breast
cancer tumor 4T1 cell inoculation mouse model, liver, kidney,
brain, and tumor mass (Figure S1) were collected after 21 days
administration, followed by digestion and analysis by usingAFS.
Importantly, a considerable increase of arsenic was detected in

the tumor mass (Figure 2A), about 80 ng/g in the e-As4S4 group,
while 20 ng/g in the saline or r-As4S4 group, reaching a more
than 4 fold increase. It was noticeable that the arsenic content
in liver and kidney was increased in the e-As4S4 group as well,
compared with that in the other two groups (Figure 2B), but
few in the brain, indicating the arsenic not able to pass the
blood-brain barrier.

Reactive oxygen species (ROS) homeostasis is crucial for
maintaining the behavior of cancer cells (13, 14). Accumulating
evidence indicated that tumor cells usually have increased ROS
levels compared to normal cells, because of their accelerated
metabolism and hypoxia microenvironment (15, 16), which
may, in turn, a�ect redox-sensitive molecules such as HIF-1a
and further stimulate tumor cells proliferation, migration and
invasion (17, 18). When the tumor-bearing mice were treated
with e-As4S4, the ROS level in the tumor mass was down-
regulated detected by using DHE staining (Figure 2C), the red
stainings (ROS positive) were much less intense in the group of
e-As4S4 than that in the group of saline and soluplus. Compared
to saline, the average IOD of DHE for e-As4S4 group was much
lower than that for r-As4S4 (Figure 2D). It was interesting to see
that e-As4S4 reduced ROS levels of 4T1 cells and macrophages
signi�cantly at the all tested concentration (Figures 2E,F). It
could be noticed that As4S4 in its original status (r-As4S4) did not
exhibit the function of reducing ROS of tumor tissues, thoughit
decreased the intracellular ROS in the tumor cells. To validate
the ability of As4S4 scavenging ROS, electron spin resonance
(ESR) spectroscopy was performed in aqueous solutions. Results
showed that As4S4 was able to weaken the signal of both�OH
and superoxide anion (Figure 2G), indicating that As4S4 could
scavenge�OH and superoxide anion. To address whether the
lower ROS is due to higher antioxidant response or not, MnSOD
expression level in the tumor tissues was investigated. Results
showed that the intensity of brown-colored area decreased in
e-As4S4 group (Figure S2), suggesting that e-As4S4 reduced ROS
in tumor tissue, which led to the lower MnSOD.

e-As 4S4 Down-Regulated HIF-1 a and CD31
in Tumor Tissue
The central area of the solid tumor is generally hypoxic because
of the rapid growth of tumor cells (19). The hypoxic condition
may enhance abnormal angiogenesis, invasion and metastasisof
tumors (19–21). Hypoxia-inducible factors (HIF) are activated
upon hypoxia. We next examined HIF-1a expression in the
primary tumor tissues by IHC staining and western blotting.
It was observed that the tumor tissue of saline and soluplus
group highly expressed HIF-1a (Figures 3A,B), and r-As4S4
administration mildly down-regulated HIF-1a expression with
weak brown color staining in tumor tissue (Figure 3C), while
much less HIF-1a was detected in the e-As4S4 group (Figure 3D).
Compared to saline, the average IOD of HIF-1a for e-As4S4
group was much lower than that for r-As4S4 (Figure 3E). Results
obtained from the western blotting analysis showed that the
total HIF-1a expression of tumor lysate for the e-As4S4 group
was much lower than that for r-As4S4 group (Figure 3F), which
was consistent with the IHC images. It was noticeable that
the mRNA of Hif1a in the tumor tissue of e-As4S4 group was
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FIGURE 1 | Characterization and cytotoxicity of e-As4S4. (A) e-As4S4 dissolved in saline.(B) Size distribution of e-As4S4 and Soluplus measured by DLS.(C) STEM
images of a representative e-As4S4 nanoparticle.(D) EDX mapping of an e-As4S4 nanoparticle. The relative viability of the mouse breast cancer cells 4T1(E) and
mouse macrophages RAW 264.7(F) upon the treatment of e-As4S4 and r-As4S4.

also decreased signi�cantly (Figure S3), which indicated that
the level of HIF-1a protein was at least partly regulated by
e-As4S4 transcriptionally.

Additionally, staining for carbonic anhydrase IX (CAIX) was
performed, which indicates the functional activity of HIF and
indicates hypoxic areas. Results of the IHC staining showed
e-As4S4 induced the down regulation of CAIX (Figure S4),
which was consistent with that of HIF-1a. Expression of some
downstream genes was evaluated and results showed that e-As4S4
upregulated the mRNA expression of Brca1 and downregulated
the mRNA expression of Vegfa and Ldha (Figure S5).

Tumor vascular index rather than tumor size is a more reliable
prognostic indicator for tumor relapse after chemotherapy (22).
It has been demonstrated that a number of angiogenesis-
associated genes are directly transcripted by HIF-1a (23). As a
result, loss of HIF-1a decreased tumor vascularization. CD31

is an angiogenesis related marker as an indicator of cancer
metastasis. It was shown that compared with the IHC staining
result of saline group (Figure 4A), soluplus group (Figure 4B)
and r-As4S4 group (Figure 4C), positive CD31 staining in the
e-As4S4 group was the weakest one (Figure 4D), following
was the r-As4S4 group. The IOD of CD31 for each group
was given inFigure 4E. Results from western blotting analysis
provided further evidence that the expression of CD31 in
tumor mass was signi�cantly reduced in the e-As4S4 group
than that in the other groups, following was the r-As4S4 group
(Figure 4F). Combined staining of CD31 anda-SMA showed
that in the saline and soluplus group, there were pericyte
positive endothelial structures, while in the r-As4S4 group,
endothelial structures were pericyte negative, and hardly any
endothelial structures could be appreciated in e-As4S4 group
(Figure 4G).
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FIGURE 2 | e-As4S4 accumulated in tumor tissue and reduced ROS in cells and tumor tissue. (A) Arsenic content in the tumor tissues.(B) Arsenic content in the
liver, kidney and brain.(C) The ROS expression in the tumor tissues.(D) Quanti�cation of the DHE staining.(E,F) Intracellular ROS of the breast cancer tumor cell 4T1
and macrophages after treated with e-As4S4 for 24 h, respectively, *p < 0.05, **p < 0.01, ***p < 0.001 vs. saline group; ##p < 0.01 vs. soluplus group.(G) ESR
spectra of superoxide anion and�OH in the absence or presence of As4S4.

e-As 4S4 Reduced NLRP3 in Tumor Tissue
In�ammasomes are large protein complexes, typically composed
of a NOD-like receptor, caspase-1, and the adaptor protein ASC.
NLRP3 is constitutively activated and leads to sustained local
and systemic in�ammation mediated by IL-1b in the tumor (24).
Oxide stress was also closely associated with the formationand
activation of NLPR3 in�ammasomes (25). The IHC staining
with tumor tissues showed the strong expression of NLRP3

in the saline group and soluplus group (Figures 5A,B), while
r-As4S4 treatment decreased the NLRP3 expression slightly
(Figure 5C). It was striking to �nd out that e-As4S4 signi�cantly
inhibited the NLRP3 expression, there was not appreciated
positive staining of NLRP3 observed in most of the area
in tumor tissues (Figure 5D). The IOD of NLRP3 positive
staining of e-As4S4 were signi�cantly lower than the other three
groups (Figure 5E).
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FIGURE 3 | e-As4S4 down-regulated HIF-1a in tumor tissue. IHC staining of HIF-1a in tumor tissues of saline group(A), soluplus group(B), r-As4S4 group (C), and
e-As4S4 group (D). Scale barD 50 mm (whole image), scale barD 20 mm (inserted).(E) IOD of HIF-1a expression of the four groups **p < 0.01. (F) Western blot
analysis of HIF-1a for tumor tissues lysate.

FIGURE 4 | e-As4S4 down-regulated CD31 in tumor mass. IHC staining of CD31 in tumor tissues of saline(A), soluplus (B), r-As4S4 (C), and e-As4S4 (D). Scale bar
D 50 mm (whole image), scale barD 20 mm (inserted).(E) IOD of CD31 expression of the four groups **p < 0.01. (F) Western blot analysis of CD31 of tumor tissues
lysate. (G) Combined staining of CD31 (red) anda-SMA (green) in tumor tissues. Scale barD 20 mm.
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FIGURE 5 | e-As4S4 reduced the expression of NLRP3 in tumor tissue. IHC stainingof NLRP3 in the tumor tissue of saline(A), soluplus (B), r-As4S4 (C), and
e-As4S4 (D). (E) IOD of NLRP3 expression of the four groups **p < 0.01. Scale barD 50 mm.

e-As 4S4 Inhibited Metastasis to Lung
and Liver
4T1 cells are highly metastatic (26), and the 4T1 breast cancer
model is a standard one equivalent to the fourth stage of
human metastatic breast cancer as it shares many common
characteristics with human mammary cancer with spontaneous
pulmonary metastasis from a palpable tumor (27, 28). After 3
week treatment with saline, soluplus, r-As4S4 or e-As4S4, �ve
mice in each group were sacri�ced, and H&E staining were
performed to detect metastasis in lungs and livers (Figure 6).
Large metastasis nodules were observed in the lung of saline
and soluplus group (blue dotted line circled,Figures 6A,B),
and r-As4S4 exhibited mild e�ect of inhibiting metastasis in
lung (Figure 6C); strikingly, no obvious metastasis nodules
were observed in the lung of the e-As4S4 group (Figure 6D),
indicating that the oral administration of e-As4S4 led to
a signi�cant inhibition of metastasis modules in lungs. In
addition, there were metastasis nodules distributing in the liver
cortex and close to the portal vein of mice in the saline
group (Figure 6E), while the metastasis in livers was strongly
inhibited by e-As4S4, showing less and smaller metastasis
nodules (Figure 6H).

e-As 4S4 Prolonged the Survival of Breast
Cancer Mice
The therapeutic e�cacy of e-As4S4 for breast cancer was further
investigatedin vivo using the 4T1 breast cancer mice. It was
observed that both r-As4S4 and e-As4S4 treatments prolonged the
survival of breast cancer mice compared with saline or soluplus
treatment (Figure 7A). The median survival was 50 days for
mice treated with e-As4S4 and 38 days for mice with r-As4S4,
while that was about 30 days for the saline group. Agreed to
the histological results, the 3-week treatment of e-As4S4 led
to the signi�cant decrease in the number of metastatic foci
observed on the lung surface (Figures 7B,C), though e-As4S4
treatment had no signi�cant in�uence on primary tumor weight

(Figure 7D), suggesting the prolonged survival was attributable
to the inhibition of metastasis by e-As4S4.

DISCUSSION

Hot-melt extrusion was one powerful technique that has been
applied to improve dissolution behavior of poorly soluble organic
compounds; however, the application in mineral drugs is not
adequate. In this study, Soluplus was applied as a polymeric
carrier for dissolution enhancement of As4S4 using hot-melt
extrusion because the pure As4S4 is poorly soluble in water
and acidic aqueous solution. By the co-extrusion technique,the
crystal of As4S4 was squeezed into nanoparticles by the two
screws, and meanwhile those nanoparticles were encapsulated
by the melting soluplus. The resulting formulation was able
to dissolve in saline to form a colloid solution, by this way
the bioavailability of As4S4 as well as thein vivo e�cacy was
increased. In the current study, the dose of 180 mg/Kg/day was
e�ective in the tumor bearing mice, which could be converted
to 15 mg/Kg/day for human. It was reported that in clinic orally
administration of As4S4 at a dosage of 50 mg/kg/day was e�ective
and safe in both remission induction and maintenance therapyin
patients with APL (8). Therefore, the envisaged dose of e-As4S4
would be much lower than the current clinical dose.

In the progress of a solid tumor, the chaotic proliferation of
transformed cells always resulted in hypoxia region in the tumor
tissue due to an imbalance between oxygen delivery and oxygen
consumption (19). Hypoxic is the typical characteristics of the
tumor microenvironment, especially for the highly metastatic
one (29, 30). Breast cancer, like other solid malignancies, is
highly hypoxic (31). It is estimated that 40% of all breast cancers
and 50% of locally advanced breast cancer have hypoxic regions
(32). It is well documented that hypoxia activates HIF signaling,
which serves as master regulators of breast cancer metastasis
by activating the transcription of genes encoding proteins
that participate in multiple steps of the metastatic process
in TNBC (33, 34).
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FIGURE 6 | e-As4S4 inhibited metastasis to lung and liver. Representative H&Estaining of lung tissue for saline(A), soluplus (B), r-As4S4 (C), and e-As4S4 (D); liver
tissue in saline(E), soluplus (F), r-As4S4 (G), and e-As4S4 (H). The metastasis nodules in the lung tissues were circled by blue dotted lines and the metastasis
nodules in the livers were pointed by blue arrowheads. Scalebar D 50 mm.

FIGURE 7 | e-As4S4 prolonged the survival of breast cancer mice.(A) Survival curve of tumor-bearing mice of saline, soluplus, r-As4S4, and e-As4S4 **p < 0.01. (B)
Representative gross observation of lung metastasis.(C) Lung metastasis nodules of the four groups after 21-day treatment. (D) Tumor weight after the 21-day
treatment.

In the present study, we observed the associations between
the antitumor activity of e-As4S4, reduced level of ROS
and HIF-1a down regulation, suggesting it a promising
strategy of regulating ROS to correct the hypoxia associated
behaviors in the solid tumor. It is well documented that
ROS can regulate HIF-1a through both transcriptional and
post-translation level (35, 36), therefore we inferred that the
resulting down regulation of HIF-1a by e-As4S4 was at least

partly regulated transcriptionally, which ultimately led to the
decrease of Hif1a gene expression, but whether the reduced
ROS regulated HIF-1a destablization was not elucidated yet
in the present study. Additionally, more than one factors are
involved in HIF-1a destabilization in tumors. For instance,
HIF-1a stabilization may depend on the state of respiratory
complex I and mitochondrial respiration (36). These indicated
that comprehensive demonstration for mechanisms on the
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relationship between HIF-1a and ROS is very necessary in
further investigations.

In the current study, we showed that e-As4S4 could
accumulate in the tumor tissue due to the reduced particle size
and the encapsulation by the hydrophilic polymer. Arsenic of
e-As4S4 nanoparticle is present in the form As(II). It has been
reported that the As(II) is unstable in water and can be oxidized
to As(III) before dissolving in aqueous solution (37). Therefore,
it is reasonable to confer that As(II) of e-As4S4 nanoparticle
would be oxidized to As(III) by ROS generated in the tumor
microenvironment, which resulted in the consumption of ROS in
the tumor tissue, and the reaction would be in high e�ectiveness
because the nanoparticles had high speci�c surface. The ROS
consumption and cytotoxicity of e-As4S4 contributed together
to build a less aggressive microenvironment for the tumor cells,
evidenced by the reduction of CD31 (Figure 4) (23). In addition,
ROS also play great parts in tumor-associated in�ammation
through activation of in�ammasome (25). It was noticeable
that e-As4S4 eliminated NLRP3 in�ammasomes signi�cantly in
tumor tissue (Figure 5), indicating that e-As4S4 could change
the in�ammatory microenvironment to some extents in the
tumor tissue.

Although there are reports that some dietary antioxidants
inhibited tumor initiation and progression, clinical studies have
failed to show consistent data demonstrating the protective
e�ects of these substances on cancer incidence (38). Therefore,
we would suggest the role of scavenging ROS is one way for the
therapeutic e�ect of e-As4S4, and the inhibitory e�ect on the
viability of macrophages as well as tumor cells (Figures 1E,F)
might be involved in other mechanisms. Macrophages in�ltration
is another contributor to tumor-associated in�ammation.
Macrophages participate in the promotion of angiogenesis and
tumor growth and progression in both animal models and
patients with cancer, with their presence associated with poor
clinical outcomes (24). Therefore, mechanisms from di�erent
views are worth investigating in the future.

Taken together, we demonstrated that the e�ects of reducing
intracellular ROS, down regulating HIF-1a and inhibiting
in�ammatory microenvironment for e-As4S4 contributed to the
metastasis inhibition in the TNBC mouse model, therefore
prolonged the survival of the mice, which indicated its attractive
potential in treating TNBC.

CONCLUSION

It was showed that e-As4S4 could alleviate the metastatic features
of aggressive breast cancers through correcting the tumor
microenvironment, which prolonged the survival of tumor-
bearing mice, showing its important therapeutic implicationsto
the anti-metastasis therapy for breast cancer.

ETHICS STATEMENT

Six-week-old, female BALB/c mice were bred at the Experimental
Animal Center at the Institute of Basic Medical Sciences, Chinese
Academy of Medical Sciences (Beijing, China) under speci�c
pathogen-free conditions. All the animal experiments reported
herein were carried out in compliance with the regulations of
Chinese Academy of Medical Sciences Standing Committee on
animal experiments.

AUTHOR CONTRIBUTIONS

HX and JM designed experiments, discussed all results with
authors and revised the manuscript. JM and TWa performed
the main experiments, made data analysis, prepared �gures and
wrote the main manuscript. CW performed part of the survival
experiment on mice. TWe performed the ESR measurement,
reviewed the manuscript and discussed results. MJ performed the
cytotoxicity and ROS assay on 4T1 cells and RAW264.7 cells,
SH and YG performed the Western Blot experiment. LX took
photos of the H&E staining. JL reviewed the manuscript and
discussed results.

FUNDING

This work was supported by National Key R&D program
of China (2017YFA0205504) and CAMS Innovation Fund for
Medical Sciences (CIFMS, 2016-I2M-3-004).

SUPPLEMENTARY MATERIAL

The Supplementary Material for this article can be found
online at: https://www.frontiersin.org/articles/10.3389/fonc.
2019.00333/full#supplementary-material

REFERENCES

1. Wan LL, Pantel K, Kang YB. Tumor metastasis: moving new biological
insights into the clinic.Nat Med.(2013) 19:1450–64. doi: 10.1038/nm.3391

2. Elias AD. Triple-negative breast cancer a short review.Am J Clin Oncol Canc.
(2010) 33:637–45. doi: 10.1097/COC.0b013e3181b8afcf

3. Montagner M, Enzo E, Forcato M, Zanconato F, Parenti A,
Rampazzo E, et al. SHARP1 suppresses breast cancer metastasis by
promoting degradation of hypoxia-inducible factors.Nature. (2012)
487:380–4. doi: 10.1038/nature11207

4. Ponde NF, Zardavas D, Piccart M. Progress in adjuvant
systemic therapy for breast cancer.Nat Rev Clin Oncol. (2018)
16:27–44. doi: 10.1038/s41571-018-0089-9

5. Diana A, Franzese E, Centonze S, Carlino F, Della Corte CM, Ventriglia J,
et al. Triple-negative breast cancers: systematic review of the literature on
molecular and clinical features with a focus on treatment with innovative
drugs.Curr Oncol Rep.(2018) 20:76. doi: 10.1007/s11912-018-0726-6

6. Tomao F, Papa A, Zaccarelli E, Rossi L, Caruso D, Minozzi M, et al. Triple-
negative breast cancer: new perspectives for targeted therapies. Oncotargets
Ther.(2015) 8:177–93. doi: 10.2147/OTT.S67673

7. Zhu HH, Huang XJ. Oral arsenic and retinoic acid for non-
high-risk acute promyelocytic leukemia.New Engl J Med. (2014)
371:2239–41. doi: 10.1056/NEJMc1412035

8. Lu DP, Qiu JY, Jiang B, Wang Q, Liu KY, Liu YR, et al. Tetra-arsenic tetra-
sul�de for the treatment of acute promyelocytic leukemia: a pilot report.
Blood. (2002) 99:3136–43. doi: 10.1182/blood.V99.9.3136

Frontiers in Oncology | www.frontiersin.org 10 April 2019 | Volume 9 | Article 333



Wang et al. As4S4 Inhibited Metastasis of TNBC

9. Kwan SY, Tsui SK, Man TO. Release of soluble arsenic
from Realgar in simulated gastric juice.Anal Lett. (2001)
34:1431–6. doi: 10.1081/AL-100104917

10. Cholujova D, Bujnakova Z, Dutkova E, Hideshima T, Groen RW, Mitsiades
CS, et al. Realgar nanoparticles versus ATO arsenic compounds induce
in vitro and in vivo activity against multiple myeloma.Br J Haematol. (2017)
179:756–71. doi: 10.1111/bjh.14974

11. Ma Q, Wang C, Li X, Guo H, Meng J, Liu J, et al. Fabrication of water-
soluble polymer-encapsulated As4S4 to increase oral bioavailability
and chemotherapeutic e�cacy in AML mice. Sci Rep. (2016)
6:29348. doi: 10.1038/srep29348

12. Pastorek M, Gronesova P, Cholujova D, Hunakova L, Bujnakova Z, Balaz P,
et al. Realgar (As4S4) nanoparticles and arsenic trioxide (As2O3) induced
autophagy and apoptosis in human melanoma cellsin vitro. Neoplasma.
(2014) 61:700–9. doi: 10.4149/neo_2014_085

13. Prasad S, Gupta SC, Tyagi AK. Reactive oxygen species (ROS)
and cancer: role of antioxidative nutraceuticals.Cancer Lett. (2017)
387:95–105. doi: 10.1016/j.canlet.2016.03.042

14. Sabharwal SS, Schumacker PT. Mitochondrial ROS in cancer:
initiators, ampli�ers or an Achilles' heel?Nat Rev Cancer. (2014)
14:709–21. doi: 10.1038/nrc3803

15. Nogueira V, Hay N. Molecular pathways: reactive oxygen specieshomeostasis
in cancer cells and implications for cancer therapy.Clin Cancer Res. (2013)
19:4309–14. doi: 10.1158/1078-0432.CCR-12-1424

16. Semenza GL. Hypoxia-inducible factors: coupling glucose metabolism and
redox regulation with induction of the breast cancer stem cell phenotype.
Embo J.(2017) 36:252–9. doi: 10.15252/embj.201695204

17. Chandel NS, Maltepe E, Goldwasser E, Mathieu CE, Simon MC,
Schumacker PT. Mitochondrial reactive oxygen species trigger
hypoxia-induced transcription. Proc Natl Acad Sci USA. (1998)
95:11715–20. doi: 10.1073/pnas.95.20.11715

18. Haddad JJ, Land SC. A non-hypoxic, ROS-sensitive pathway
mediates TNF-a-dependent regulation of HIF-1a. FEBS Lett. (2001)
505:269–74. doi: 10.1016/S0014-5793(01)02833-2

19. Rankin EB, Giaccia AJ. Hypoxic control of metastasis.Science. (2016)
352:175–80. doi: 10.1126/science.aaf4405

20. Krishnamachary B, Berg-Dixon S, Kelly B, Agani F, Feldser D, Ferreira G, et al.
Regulation of colon carcinoma cell invasion by hypoxia-induciblefactor 1.
Cancer Res. (2003) 63:1138–43.

21. Park JE, Tan HS, Datta A, Lai RC, Zhang H, Meng W, et al. Hypoxic tumor
cell modulates its microenvironment to enhance angiogenic and metastatic
potential by secretion of proteins and exosomes.Mol Cell Proteomics. (2010)
9:1085–99. doi: 10.1074/mcp.M900381-MCP200

22. Cao YT, Eble JM, Moon E, Yuan H, Weitzel DH, Landon CD, et al. Tumor
cells upregulate normoxic HIF-1a in response to doxorubicin.Cancer Res.
(2013) 73:6230–42. doi: 10.1158/0008-5472.CAN-12-1345

23. Palazon A, Tyrakis PA, Macias D, Veliça P, Rundqvist H, Fitzpatrick S, et al.
An HIF-1 a/VEGF-A axis in cytotoxic T cells regulates tumor progression.
Cancer Cell. (2017) 32:669–683.e5. doi: 10.1016/j.ccell.2017.10.003

24. Diakos CI, Charles KA, McMillan DC, Clarke SJ. Cancer-related
in�ammation and treatment e�ectiveness. Lancet Oncol. (2014)
15:E493–E503. doi: 10.1016/S1470-2045(14)70263-3

25. Schroder K, Tschopp J. The in�ammasomes.Cell. (2010)
140:821–32. doi: 10.1016/j.cell.2010.01.040

26. Wu Q, Chen D, Luo Q, Yang Q, Zhao C, Zhang D, et al.
Extracellular matrix protein 1 recruits moesin to facilitate invadopodia
formation and breast cancer metastasis.Cancer Lett. (2018)
437:44–55. doi: 10.1016/j.canlet.2018.08.022

27. Tao K, Fang M, Alroy J, Sahagian GG. Imagable 4T1 model for the study of late
stage breast cancer.BMC Cancer.(2008) 8:228. doi: 10.1186/1471-2407-8-228

28. Zhang H, Zhang Y, Chen C, Zhu X, Zhang C, Xia Y, et al. A double-negative
feedback loop between DEAD-box protein DDX21 and Snail regulates
epithelial-mesenchymal transition and metastasis in breast cancer.Cancer
Lett.(2018) 437:67–78. doi: 10.1016/j.canlet.2018.08.021

29. Brown JM, Giaccia AJ. The unique physiology of solid tumors: opportunities
(and problems) for cancer therapy.Cancer Res. (1998) 58:1408–16.

30. Michiels C, Tellier C, Feron O. Cycling hypoxia: a key feature of
the tumor microenvironment. Biochim Biophys Acta.(2016) 1866:76–
86. doi: 10.1016/j.bbcan.2016.06.004

31. Vaupel P, Kelleher DK, Hockel M. Oxygen status of malignant tumors:
pathogenesis of hypoxia and signi�cance for tumor therapy.Semin Oncol.
(2001) 28:29–35. doi: 10.1016/S0093-7754(01)90210-6

32. Ward C, Langdon SP, Mullen P, Harris AL, Harrison DJ, Supuran CT, et al.
New strategies for targeting the hypoxic tumour microenvironment in breast
cancer.Cancer Treat Rev.(2013) 39:171–9. doi: 10.1016/j.ctrv.2012.08.004

33. Koboldt DC, Fulton RS, McLellan MD, Schmidt H, Kalicki-Veizer J,
McMichael JF, et al. Comprehensive molecular portraits of human breast
tumours.Nature. (2012) 490:61–70. doi: 10.1038/nature11412

34. Semenza GL. The hypoxic tumor microenvironment: a driving force for
breast cancer progression.Biochim Biophys Acta Mol Cell Res. (2016)
1863:382–91. doi: 10.1016/j.bbamcr.2015.05.036

35. Movafagh S, Crook S, Vo K. Regulation of hypoxia-inducible factor-1a by
reactive oxygen species: new developments in an old debate.J Cell Biochem.
(2015) 116:696–703. doi: 10.1002/jcb.25074

36. Iommarini L, Porcelli AM, Gasparre G, Kurelac I. Non-canonical mechanisms
regulating hypoxia-inducible factor 1a in cancer. Front Oncol. (2017)
27:286. doi: 10.3389/fonc.2017.00286

37. Bujnakova Z, Dutkova E, Balaz M, Turianicova E, Balaz P. Stability studies of
As4S4 nanosuspension prepared by wet milling in Poloxamer 407.Int J Pharm.
(2015) 478:187–92. doi: 10.1016/j.ijpharm.2014.11.043

38. Athreya K, Xavier MF. Antioxidants in the treatment of cancer. Nutr Cancer.
(2017) 69:1099–104. doi: 10.1080/01635581.2017.1362445

Con�ict of Interest Statement: The authors declare that the research was
conducted in the absence of any commercial or �nancial relationships that could
be construed as a potential con�ict of interest.

Copyright © 2019 Wang, Meng, Wang, Wen, Jia, Ge, Xie, Hao, Liu and Xu. This is an
open-access article distributed under the terms of the Creative Commons Attribution
License (CC BY). The use, distribution or reproduction in other forums is permitted,
provided the original author(s) and the copyright owner(s) are credited and that the
original publication in this journal is cited, in accordance with accepted academic
practice. No use, distribution or reproduction is permitted which does not comply
with these terms.

Frontiers in Oncology | www.frontiersin.org 11 April 2019 | Volume 9 | Article 333


